Sixteen clinical fungal isolates were tested for antibiotic susceptibility by using disks impregnated with growth medium and antibiotic. The procedure was easier to perform, less time consuming, and as reliable as other currently available methods.
The antibiotic susceptibility of fungi is rarely tested on a routine basis in hospitals due to the time-consuming procedures and difficulties related to antibiotic stability (5) . The appearance in the future, however, of resistant strains of organisms, such as those of Candida albicans, may necessitate more susceptibility testing than has been done in the past (1, 3) . This report delineates a procedure for testing of antifungal antibiotics that may prove to be easier and more economical than those used in the past.
All organisms tested were clinical isolates obtained from different patients diagnosed as having fungal infections. The various fungal inocula were prepared by using a 24-to 48-h culture grown in yeast nitrogen base (YNB, Difco) containing 1% glucose and 0.15% asparagine. Cultures were centrifuged, the supernatant was removed, and the sedimented cells were washed twice with sterile distilled water. A cell suspension was made with sterile distilled water and adjusted to 95% transmission at 520 nm (Beckman DB-GT grating spectrophotometer).
Sterile liquified 2% purified agar (Difco) was placed in petri dishes and allowed to harden into a confluent surface. The surface of each plate was inoculated with a sterile cotton swab saturated with a suspension of the organisms. The uniformly swabbed plates were then allowed to dry. On the dry inoculated surfaces were placed disks prepared as follows. Stock solutions of amphotericin B and nystatin were prepared by solubilizing the antibiotics with dimethyl sulfoxide (Me2SO) according to the method of Shadomy et al. (6) and diluting the antibiotics in antibiotic medium 20 (Difco). Stock solutions of 5-fluorocytosine were prepared by diluting the antibiotic in yeast nitrogen base. Dilutions in 10 ml of the proper medium were made to give the following final concentrations, in micrograms per milliliter when applied to disks: 0.05, 0.08, 0.09, 0.1, and 0.1 increment increases to 0.9, 1.0, and 0.5 increinent increases to 10.0, 12.0, 15.0, 20.0, 25.0, and 50.0. When necessary, antibiotic solutions were sterilized by filtration. Disks were prepared by placing 0.05 ml of the abo-ve dilutions of antibiotic-containing medium on (.5-mm (diameter) disks in 0.01-or 0.02-ml increments (4) and allowing the disks to dry at 4 C after each application, similar to the procedure ofHuppert et al. (2) . Control disks containing growth medium or growth medium plus Me2SO were also prepared. Amphotericin B (Fungizone; GIBCO, Grand Island, N.Y.) and nystatin (Mycostatin; GIBCO) were also used, but control disks for these contained growth medium plus 0.05 ,ug of sodium deoxycholate per ml. Sodium deoxycholate is the solubilizing agent used in Fungizone (GIBCO) and Mycostatin (GIBCO). Dry disks remained active for up to 1 month if stored at -10 C under nitrogen. Disks containing antibiotics and control disks were placed on the inoculated plates and incubated at 29 C, and the zones of growth inhibition were read at 6, 12, 24, 36, and 48 h. Around the "growth medium control" disks, the disks containing growth medium and Me2SO or sodium deoxycholate, and the disks containing concentrations of antibiotic below the minimum inhibitory concentration (MIC), an area of growth was noted (Fig. 1) . Disks containing concentrations of antibioti4c at or above the MIC showed no circumscribed growth (Fig. 1) . All organisms tested gave results (Table 1) comparable to those obtained by the broth dilution technique (5) when read at 24 or 48 h. In 10 duplicate runs with each strain tested, the variation in MIC averaged +0.05 ,ug/ml.
Additionally, tests with C. albicans, which usually could be read at 24 h to determine the MIC, could be incubated for 48 h and then read to obtain the minimum fungicidal concentration (MFC; Table 2 ). At concentrations below the MFC, overgrowth occurred by 48 h. The MFC was further tested by swabbing a 2-mm area adjacent to disks showing no growth after 48 h of incubation. Swabs were inoculated into a tube of Sabouraud dextrose broth (Difco) and incubated for 48 h at 29 C. The MFC was considered to be the lowest disk concentration in which no growth occurred after incubation of the swab in broth for 48 h at 29 C.
It should be noted that at times the MICs reported herein differed from those reported for the same microbial species by other researchers (1) . Strains used in this study were obtained from drug addicts, from patients on immune suppressive therapy and from persons being treated for infection with antibiotics. Such conditions could result in deviations in the response of the organism to antibiotics in vitro (1) .
